Abstract
in the dark at 37°C from each experimental group was fixed, while another aliquot was washed twice animals (1 ejaculate each) were used and each experiment was repeated twice (n=6).
spermatozoa/mL in a final volume of 0.5 mL BTS, and spermatozoa were then stained with the 165 appropriate combinations of fluorochromes, following the protocols described below. 
239
As no separate sub-populations in FL1-FL3 plots were detectable, a relative fluorescence 240 quantification method was used, as described by [19] . Briefly, the instrument was set with 10 references of the same ejaculate of frozen-thawed boar semen and the mean FL1 signal was registered.
242
For each analysis, one sample of the same reference was used to set the voltage and gain of the 243 instrument to get the same reference value; subsequently the experimental samples were run.
245
2.3.5 Sperm chromatin structure assay (SCSA)
247
Sample preparation and processing, as well as flow cytometer adjustments, were performed as recorded and used for cluster analysis.
335
As reported by [38] , data were first normalized, then a principal component analysis was performed
336
to reduce the total number variables. Finally, a hierarchical clustering using the Ward's method and
337
Euclidean distances was applied to the Principal components and 4 clusters were identified. Finally,
338
a chi square analysis was used to assess difference in the composition of the different clusters in 339 relation to treatment. In total, 17,953 cells were analysed. Supplementary file 1 and Fig.1 panels A, B) .
348
On the other hand, whereas PM, VSL, BCF, LIN and STR were also significantly lower in R and 
354
In conclusion, R and EGCG showed a positive effect on in vitro fertility of boar spermatozoa if added 517 after thawing, as they both increased penetration rate, with R being much influent on this parameter, 
